Objective: To evaluate and correlate, in the same research, the mRNA expression and the staining of RANK, RANKL, OPG, TLR2 and MyD88 by immunohistochemistry in the apical periodontitis (AP) progression in mice.
Introduction
A p i c a l p e r i o d o n t i t i s ( A P ) r e p r e s e n t s a n immunoinflammatory response of the host against root canal infection, which results in the destruction of the periodontal ligament, cementum, and alveolar bone surrounding the root apex 13 . In AP, the inflammatory process results in periapical bone resorption because of osteoclast activity access the pulp chamber. After that, #8-K endodontic files (Maillefer S/A, Ballaigues, Jura-Nord Vaudois, Switzerland) were used to localize the root canals.
The root canals were exposed to allow contamination by the oral microbiota. 
Histotechnical processing
The right lower jaws were removed and fixed in 10% phosphate-buffered formalin for 24 h at room temperature. Then, the pieces were washed in running water for 4 h and demineralized at room temperature in 4.13% ethylenediaminetetraacetic acid (pH=7.2), which was changed every week for 30 d.
Once demineralized, the specimens were washed in running water for 2 h, dehydrated in ascending ethanol dilutions, cleared in xylol, and embedded in paraffin.
Longitudinal 5-μm-thick semi-serial sections were cut in a mesiodistal orientation throughout the AP.
Immunohistochemistry
The immunohistochemistry was performed according to previously published protocols 5, 27 
Results
Immunohistochemistry results 
Gene expression results
The RANK expression did not change over time (p=0.114) ( Figure 5A ).
The RANKL expression was different between the groups G0 and G42, G21 and G42 (p=0.006), with G42 presenting the higher expression in both comparisons ( Figure 5B).
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